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AMENDMENTS TO THE CLAIMS; 

Claims 67 and 77 are amended. The following is the status of the claims of the above* 
captioned application, as amended. 

Claims 1-66 (Canceled). 



(a) culturing a bacterial host cell comprising at least two copies of the gene 
encoding the protein stably integrated into the chromosome in different positions, 
wherein at least one ONA construct is integrated into a non-functional conditionally 
essential chromosomal gene(s) of the bacterial host, wherein the DNA construct 
comprises; 

(i) a non-functional copy of the conditionally essential gene(s); and 

(ii) at least one copy of the gene encoding the protein located between 
the non-functional copy and a DNA fragment homologous to a DNA sequence 
located adjacent to the non-functional conditionally essential gene(s) of the 
chromosome; 

wherein a first recombination between the non-functional conditionally essential gene and 
the non-functional copy results in a functional conditionally essential genets) located on 
the chromosome, and wherein the bacterial host cell had a copy of the gene of Interest In 
the chromosome prior to integration of the at least one DNA construct; and 

(b) recovering the protein. 



Claim^B (Previously presented). The method of claim "Bit, wherem the host cell further 
comprises at least one additional DNA constructs) integrated into at least one different non- 
functional conditionally essentfaJ chromosomal gene(s) of the host cell 



Claimpg (Previously presented). The method of claim wherein a second recombination 
between the DNA fragment and the DNA sequence located adjacent to the non-functional 
conditionally essential gene(s) occurs. 



Claim^ (Currently amended). 



A method for producing a protein, comprising: 
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Claim ^© (Previously presented). The m ttiod of claim wherein the ONA construct further 
comprises at least one marker gene which is located in the construct so that It is removed from 
the chromosome by the second recombination. 

i* V 

Claim^f (Previously presented). The method of daim^O, wherein the at least one marker 
gene confers resistance to an antibiotic selected from the group consisting of chloramphenicol, 
kanamycin, ampidllin, erythromycin, spectinomycin and tetracycline, 

Clainr^ (Previously presented). The method of clalm^f. wherein the DNA construct further 
comprises at least one marker gene located between the non-functional copy and the DNA 
fragment and wherein the at least one marker gene is located between nucleotide sequences 
that are recognized by a resolvase. 

s •* 

Claim Tif (Previously presented). The method of claim 7& t wherein the at least one marker 
gene is excised from the chromosome by the resoh/ase. 

Claim ^(Previously presented). The method of claim jS7 t wherein the non-functional 
conditionally essential chromosomal gene(s) of the host cell are non-functional due to a partial 
deletion of the gene(s), or an introduction of one or more mutations In the gene(s). 

« \ 

Claim^5(Pneviously presented). The method of clalm*67, wherein the host cell is a Bacillus 
host cell. 

Claim /^(Previously presented). The method of dairr^ST wherein the host cell is a &acWus 
lichenifbrmis host cell. 
It 

Clairry^ (Currently amended). A method for producing a bacterial host cell comprising at 
least two copies of a gene of Interest stably Integrated into the chromosome at different 
positions, comprising; 

(a) introducing a DNA construct into the bacterial host cell, wherein the host 
cell comprises at least One chromosomal copy of the gene of interest and one or more 
non-functional conditionally essential chromosomal gene(s), and wh rein the DNA 
construct comprises; 



-3- 

Recefved from < 2128400221 > at 10129/03 2:50:10PM (Eastern Standard The] 



10/29/2003 15:43 2126400221 



NOUOZYMES NA 



PAGE 06/11 



(i) a non-funcb'onal copy of the conditionally ssentialg ne(s);and 

(ii) at least one copy of the gene of interest located between the non- 
functional copy and a DNA fragment homologous to a DNA sequence located 
adjacent to the non-functional conditionally essential gene(s) of the chromosome; 

wherein a ffret recombination between the non-functional conditionally essential gene and 
the non-functional oopy results In a functional conditionally essential gene(s) located on 
the chromosom e, whereby a bacterial host cell comprising at (east two copies of a gene of 
interest stablv integrated into the chromosome at different positions is produced . 

Claim ^(Previously presented). The method of claim further comprising integrating at 
least one additional DNA constructs) into at least one different non-functional conditionally 
essential chromosomal gene(s) of the host cell. 

Claim^9(Previously presented). The method of claim /tfr, further comprising a second 
recombination between the DNA fragment and the DNA sequence located adjacent to the non- 
functional conditionally essential gene(s). 

Claim $u (Previously presented). The method of claim J®, wherein the DNA construct further 
comprises at least one marker gene which is located In the construct so that it is removed from 
the chromosome by the second recombination. 

2t? ■ ft . 

ClaimJ3^(Previousty presented). The method of daim^Twherein the at least one marker 

gene confers resistance to an antibiotic selected from the group consisting of chloramphenicol, 
kanamycin, amplclllin. erythromycin, spcctinomycin and tetracycline. 

I* U 

Claim ^2^reviously presented). The method of clainvff, wherein the DNA construct further 

comprises at least one marker gene located between the non-functional copy and the DNA 
fragment, and wherein the at least one marker gene is located between nucleotide sequences 
that are recognized by a resolvase. 

Claim^g^Previously presented). The method of claim ^"further comprising the excission of 
the at least one marker gene from the chromosome by the resolvase. 
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Claim^84 (Previously presented). The method of claim /T7, wherein th non-functional 
conditionally essential chromosomal gene(s) of the host cell are non-functional due to a partial 
deletion of 1he gene(s), or an introduction of one or more mutations in the gene(s), 

Claim ( JB5*(Previously presented). The method of claim jf, wherein the host cell is a Bacillus 
host cell 

Clalm^fi (Previously presented). The method of claim^eS, wherein the host cell is a Bacillus 
lichenifbrmis host cell. 

Claim^eT (Previously presented). A host cell produced by the method of dainj^fT 
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